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(54) PRODUCTION OF FIBRONECTIN SOLUTION 

(57)Abstract: 

PROBLEM TO BE SOLVED: To obtain a fibronectin solution where both enveloped viruses and non-enveloped 
viruses have been removed through a sufficiently practical method for removing viruses by dissolving fibronectin in 
a specific medium and then making the solution pass through a specific filter. 

SOLUTION: This method is to dissolve fibronectin in a medium which is an aqueous solution (pH 6-8.0) comprising 
(A) a pharmaceutically permissible chelating agent and (B) 1-30 mM pharmaceutical^ permissible buffer agent, and 
then to make the solution pass through a filter having a pore size of <18 nm. It is preferable that the ingredient A is 
ethylenediaminetetraacetic acid, its concentration is 0.1-2.0 mM, the ingredient B is selected from the group 
consisting of a phosphate buffer, a maleate buffer and a citrate buffer and the concentration of fibronectin is 0.1- 
3.0 mg/mL. 
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X . S»H¥n«Cf|P 8 L#S * U- h 1 ~ 3 0 m M 

<r>mj&<vm&mz&®L%&Mm\*tt*t& ph& 

-8.0 <©*»«-C* SI®t7^n^^fyS: &fi¥ 

[IM3I3] 4rU-h?PJ*«Xf-U>yr$>"rh5»S( 

im^m4] *U-hMW£tfO. 1 — 2. OmMTJfb 
£ .1 ff£, M^l*V*L3<^hj&»tf>M3ft 

[i£RJl5] 7-r 7a*71->mmrfO . 1—3. Om 
g/mltW. M^JI 1 % U L 4 <OM*i*H*>8S3t2r 
&. 

JNaif 1-30 m M Wi8«^IS»MS:*W^« P H 6 - 

8 . o mmmtm-rxf- ? y^tsu t zmsLt-t 

[00 0 1] 
[00 02] 

^xod^ffi#&£#i£3l£ig--r*>e9i: LTiiH I V 
(A I DS»7-f 7kX) , HTLV- l^cob haifll^^ 
-f;UX. H B V. HCV^fF^-7-Y;^. EB7-f^ 

tlX^h. 

[0003] ammimsts-izi^ m^mcomm^z^ 

LX v > h TSTIEttco* & iKSaftttHFfc «fc ^ S*tf>S8tfe 
tcRLTti. ifL4,JBasttH^SAS:ll&<*B«TPC 

sKSriit^u. /uMzmmztitisimzmm-t&zt 



&kiwii£ *ri t * i t « . x . >mm g x-h h . 
ffl&fo Lxmtoz&ti&mk-t h utoamwxmifi 

[0004] -t<l/9<i9at>±fcLTffl^<?><l-CV^^i£ 

MtLXTJuysy. w®xitT$smtfm^t>ti. e 

0°C. 1 0l^(7)Jlfi»i«rajW*>^& [W5-1 8 
6358-^-] „ EP0052827-A2C(i < SgVIII 

[0005] LA»U ^m*&g*£!;L SSfc^SS** 

>-^«tcaiffl-rsfcS!Sgtt^i&jeiL j i»^-<, 
mm? y witch* ? * ya^^yummtt 

?y*?mzmMztix^&. 

[0006] Gwm&tx/fmmfflzm^*. 

l^Sy/K^h • f^-y'i>hS ( SD?£) lei 
4 »7 -f y l^^SSttftifoWBft S *lT V % « [ So 1 vent/Dete 
rgent Technology Handbook, Version 2.0 (1996), New 
York Blood Center (USA) ] . ZnUmiZ. SriS^/P 
x^H I V^-fy^coxy^q- ^"^^ ;Ux<?)TvS14 

vxyh&ii. ifll^^JO^^^MajSi: LTB • * 

■ w;coji&mmM*-zi,z£^xfc<mmztixt5K>. n 

[0007] t^L^*^. yyKyb-f^-xix 
h&fcL #xy^o-7°'7>f;U^iO^'f4^l^L-C 

[0 0 08] jMii^>v^®f j>l.7^7'o^^^-y 

^xcr>-m^mnmmmmx'^^\ tti. fywg 
iz£->xmi\m*j&ttmt lt, 7<jv?-&mz£ 

e>TSfr?x'*>&t:tb7 4 )V9-w^x'\mm.mm^x 
iK<=sro. mmzammx'^w 
[0009] zcotinb? 4 yu^t^-ymmvyOAivx 
T^mmtLxit, ZtiZXVJ^yh ■ 

&t%iX^&. 
[00 10] 

;w Wf^xy\n-77-f 

ins*. R^ttnm&nbzv* ivxmknitm* 
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[oom irmmzx h7 4 7u*?+ 

x ri*«7 ^ 7u*?^y<nimLm*jmmz-m 

tb&Zt tfX'% hZ\t Ltz. 
[00 12] 

mmzmm-ztztbcD^m -ttctt^wm. 74 
yp^?t ymmcomt-nmx'h ~> x . asw^wtcif s 

U§4 * V- hM&Xf 1 — 3 0 m M<OiftK<oa©PJ^W(=: 

n m*\m? 4 tvf-xm-z. t zm&t-t&wtmk 

SrtSfS-fft. 

[0 0 1 3] ^BJ-C'fflV^7^;^-(2tJ(t-g»l 8n 
m*»fcH"3jKTlM XJi. «/MM X<7)ft*yKxJ- 
7°^4)V^X'hhiVVtf.*74)V?.0m& \ 8—2 4 nm 

ji>*Ty4)i<x$:i>^mzm£X'Z&, ^t, 
q * ? ^ «ap»«mrti«R was * -f & wi #*> 

frr>tztf. *%mzm->X7 < 7X3*9 *y*^~fZ> 

mizwm-thztizxv). y < 7n*?+y<r>mm ■ 
m&*wtimizw^£<®m-hz\}itfx'izz>. zco 
tz#>. *¥tmt. mmfrt><n7<y*u*9*ygm<nm 

u . 5ai htix v ^ swv»m x«5<> a tv* x- i> s&m mzm 

[00 14] 

i^m<omm<mm: Jmwx-m^&y < >v*-t lt 

8 n m%ffi<DXT*M XcohOtfA^X'% *«0T**Uf 

IZX^X'Z & y 4 )ls?-cr>mtLXli. tfTV4Xl5 
nmnmftlFi&y 4 - rpLANOVA 15 j (liili,) 
(-fe;Un-^fc:J:4+Sg*K:»'fbaa3R (») ) # 

[0 0 15] imm:m^hiXh7 4)V?-cr>XT*rA 

£>, y 4 7n*7j-ytfmm±mmx'Z&y-4xcoi><D 



[0016] *»WfcfcVvCJfl^4HWWi: LT«Mcff 

[00 17] iJt^BfltCfcOTfflV^JfU-h^JfcL 
lb ft. xf-uys/TSVxhvBffiStf^i'K aifJPJ^ 

commt Lxmwfohtzfr. &M&MWfi&%x- 
5»Btj fcv^fcsw. £-f<£<o^ «i 

ii'-f h 'J ? JJam<r>T)\>i3 y tft-SfTft . 

[0 0 18]«:fc^T, *P-HFJ«U£fcL't 
0. 1-2. OmMtibSCt^iK, 0. 2 
-1. OmMTftfiii^fcffiU^. 

[00 19] &tz*ftWlZ&\^X , ^ra^f^iS 
JgfcLTii. 0. 1-3. 0rag/mlgJt««St* 
iiWffiK, 0. 2-1. 5mg/m 1 fg^gg 

[0020] #3KB£a§£(i s tfT-TM XI 5 nmcO? 4 

y|^*»7>f/U* N #V*V4)UX. >VVtf*?4)VX) £ 
Ztit>*Z1x?tiy 4 >V*-tFt&LX . fF& 

T. ^^□l*Iife'7-f;>X(^%^4. 2xl0 6 liLh. b 
hi|M^;U^^;UX<7)i^-l . 0xi0 6 ULh, ?K 
U^ T 7^/PXC0^2 .3x1 0 6 feJLh. ig/hcO 

ivxxfohjvvx^j iv^zmLx i . o x i o 3 
IJLh«)l»*«*if«SmS*Lfc (^2-5) . 
[002 1 ] t h'VlrtfVJ JUXW^jVb LX7?J* 
>U3tt*?4/l'Atm*\ inwim-fxisnms 

t>'3 5 nm^)2»7 -< L?tiP3iit i ft^ 

WtMIT**aaftttfc:ov%T. «10Effi»* (CP 
E) (01 ) &t/*Jlll««BfeRJtE; (HA) (M2RX/ 
3) ^fflV^fc. 4fc, ^^PXiitWPCRMMV^ 

mtumsLitzx^x^immiLrz. jvvx*7j)vx<m. 

m±l 8-24 nmti>f) [The Lancet, 343: P.798 
(1994)] , XT-y-J X3 5 nm<r>y 4 !l'?—teMi&t& 

t^-mztix^tiw im&mm&smm&m : 
ji-xmwm mm. a# (1973)] . 7?w#v4ju 

XCom-&. #T*MX3 5 nmcryy 4)V?-lz£hW s m 

x-ii. lxiozmmi&x'mmmmztitz. zwz 

k\i.7?rt)VK*7A)\>Z.tfXT+rAXl, 5 nmC07 4 )V 
0 3 5 nmCO^T-f X«07 ^ tUf—tfVJ Jl'XW&S 

mzi&Fmmx'$>& z t *vmt& hnx-foh. 

[0022] ZtLlZft LXXT-VJ X 1 5 n mc7)7 -f ;U 



:(4 ) 000-351799 (P2000-351799A) 



t . ilia Lfcra+fcov ^T ^mmmm^RWMM 

XI 5 nmW7*/U*-fc«k£a : L<«ilfclife3&&ll# 
fl@83ilfc.--2f, PCRfttiS^^DNAOjjl 

{> , 1 X 1 0 3 fg#5Klfc T--7 "f /kX D N A j&*tt£U § ilfc 

[00 23: sKTlMXl 5 nm«7 < )V9—*fflk\, 
fc7-f /D^?f SDS-PAGEi^BHKffl 

tf»flgfc3iiaiiStf> 4>*i>5r* o fc . 
[00 24 J 

[HJffiCT] BIT. *HM9*MH**H^*»3ifc5Sfc: 
[00 25] ( 1 ) tf® 

(a) mmt L"tW:TIE*)t><0£ffl\^fc. -i—fjVM 
EMtgtfe r-.^^ j (i) (0*18831) . ^K-y3P 
BS(-)«*r-^j <B*1@E), h'J7yy 
(DIFCO) . EDTA- 2Na (DOJINDO) ^ v-H&jfiJfitii 
( JRH Bioscience) , L-//^$y (mftfflMT- 

m) , 7%^s&K^hu^Aas*7K (&&$a) , i 

0xRJEI8«?S (Promega) , JfrffcV^a^Aj&a (P 
romega; 25 mM) , taq D N A,if' J P< 7— tf (Promeg 
a; 5U//i 1 ) , d AT P (Sffiit; 100,uM) , dG 
TP (SMit; 100/zM) , dCTP (SSJt; 100;u 
M) , dUTP (Sigma; IOOjuM) , ^7^DNA^ 
;l/3i/7-fe' (GIBCO BRL; 1U/;U 1 ) . 4>xl74/HincI 
I (J&¥SMi> , rDfft-t'K (£?g3i:20mg/ 
ml), STE«g®& (10M Tris-HCl, 10m M NaCl, 
ImM EDTA. pH7. 6) , 0. 5%SDS-ST 
EJgfflrJK, (Boehringer Mannheim; 20m 

g/m 1 ) . 3Mgfgg^h';^A (^-y^^^-y) , 

y) . TElSaJK (10M Tris-HCl. ImM EDTA. 
PH7. 6) , /'Jyy (WftfcMlit) . Tween 80 
(myt&MXm ; ^fflPolyoxyethylene(20)Sorbitan 
Moncoleate) , &X/IZ, fat h? 4 ~7v*7 j-V^ J 7 
U-^lVfflfctLXmaJ-'fvm^®. (FN4-4) , 

tmmmmm <fni2-8) . taN^^'j^^jy 

»^SI5ffl (FN9-1) &t/tilC*^s°Uy^gI5fJ (FN3- 
8) (\.yrftLt>2ffi&) . 

[00 26: ( b ) «*f&tf:7 4:/n*?^yfc LTfi 
tfWtcOfcffl^fc,. titt&#>7° (Linicon LC-910: NITT 
0 KOHKI , ) . ?a-f-x.-7#y7' (MP-3 : S^1I4 
«Sffi) , MHF&SsX?/* (ProFlax M12 : T$3 



U-^-^M) , 7^^VWf-7>f/WIi.(CPE£, 10 
5 TICD 50 ) , ESfl-jPifi?^:?- (PLAN0VA 15nm, PLA 
NOVA 35 nm : Jfrftfifc) . 

[0027: ( c ) *?4>vxmn%mm 

mm (gq&«£9&&ot) izvsv zm&mzit. 
vmzmmvxu juxzTy-?mzx o^su:. 

tMWvi^^-f^iS (HSV— 1 ) liFfle 

&mcWeroffiM (±B*mM) KHSV-1 2 
W±)V~?)V^ 4 y i/j.7'U~hlZMmLX. *74)V 
x£77-?mzJ:*)%&Ltz. it!\)**MfrX (Sabi 
n 1) ti, mSMm^&ftfrbX^lrX. ZWJjUxZV 
er6MMt,zmm%1t3cmC?>'<hVMzWmL. *7Ai\s 
X£7°7-?mzJ: OJgSLfc. 79WV$*7A jUXt 

lt«9ohsi* (tfMM&Mvmzm) sffl^fc. 7* 
-bujsraLfcESKiWjiasrfflv^T, •m^sttcids 

/HA&KiOJfeftLfc. 
[0028: ( d ) »M JUXmnWm: 

m- 3%m$frW7MZX. 1 xiOK>fg#5K^T'^10 

[0029: (2)74 fu^^-ywm^mm ■ 5m 

M'JVffilth'J^A. ImM EDTA ■ 2Na (pH 

7.4) comimmmrnximmmttiy < 

(1.0mg/m 1 )CD^gE18m 1 ±1 B ( d ) X'mmL 

ti^^/uxmimm—ixwmmi^^juxm) 2m 
f-nn&u Ht, ^M-c^^-ftu^pLANovAj^ 

(0.001m 2 Xii0.01m 2 . #T^-f Xl5nmX(i35n 

[0030] (3)«fKffiaS(CPE)«||i 
( a ) E S KiHUigSSSttaiHig : E S K«UB£tt8;fc: J: 

0 h u 7 v yxi^k l x , u , *fflJia& 

^*2. 0-2. 3 x 10* M/m 1 =&■ S «t 5 CiS L/c . 

[0031 : ( b ) •y-yyfrffi.wmm 7wv#*74 

iVAWmz-O* . 5%^^iSJfllJf/^-^MEMt$ 
tfc- 3%^®?7^hU'7Atc:T, 1 xi0i"fS*«i-C^)10 

fc. ifc, SmM'jyli^hiJ^, ImM EDTA 

• 2Na ( P H7.4) co^mmmmxmsMmLtzy 

^a$?fy(1.0mg/m 1 )COmmSm 1 (C. 7"^ 
yNVU^r7-f^xM?g2m l irmvr&Zktz&KitJmL 
tz*74)\s^ ■ 7 4-?n*9 + >m ( rf-^-S^BEj fcv^ 
a . )C^, mat 5 %«7 5/fl&J£Jd»/>f -^WM E 
Mm ■ 3 b U 7ACT . 1 x lQi o i&m£ T 
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Uz. tti, Ztlt>cr>mm<7>&-&tt*. 
nmX{il5nmc7)7 4 )Vf - (PLANOVA : 7fl«) 

j&th ZtlzX*). y a )V*-&m*%tz . 

[ 0 0 3 2 ] ( c ) E S KSfflJfcCDiSSi : JJ£ ( a ) fcT 
0.5m 1 -fo^&U 5S£. ±IB ( b ) tlBf^-OP 

xmmm. i-v-ismxi&y 4 ^^-r«*o.im 1 ^ 

flnU 37-C, 5«CO 2 fcT7-10Bia»a*&«Lfe. 
[0033] (d) CPECOffi^tiS* 

JnLfcESKflHfifcCPEtfJK*^ (01(b)) . 

1 x wmnmt x\ mmmmim 1 <w xm^Ltz i 
?^cPE«$n^. «r*ifc*ru ^rtMXisn 

mO? ^?-KJ;&r?reU:, ^/kfcBfifffcifiSilL 

)t«tc p e fcjggfc L^s^ffi^$n^^-C'S> 
0 . mco y < iv ? -irmX'l&Wti icpe &wm s tvt 
HI (a)t«*LfcJ: a^IE^iHHWSI^^ix^. 
•T^iofC, ;KT1M Xl5nm<7>7 ^ ;U?-U:, *n£>ii 

[0 0 34} (4 ) HA<I<7)aU5g 

( a ) */U* -v YftSm ( 0 . 5%g5Mc) 

A^lflL^ 1 m 1 fcfiaRLfc. 8jIM*£P B S ( - ) JSJS 
S:ffl^T2000rpm, 5#l^c9Sl4>£ 2 ElfTo*:f£, 25 
00r P m > \0tt<Dm>bZ?ro z\klz£*)imLti. 
Itt, #]fitf$0.5m 1 £ P B S ( - ) ^100m 1 iZWffi 

[00 3 5] { b ) ^y77^60pS5! : X^NVU^^^f 
/WHtO^ , 5%VisWJlMm/4 -X/HVlEMtg 
ill! - 3 MJ ^AfcT , lxiO^fg^RiTWlO 

fc. 5mM'jy||th'J^. ImM EDTA 

• 2 N a ( P H7.4) a*ftfflmiff?*KML*:7 
^□*7fy(1.0mg/m 1 )<7)^18m 1 fc, X? 

A/w^-okxis»2m 1 sas&irf s^kiciOiiiaaL 

do ) R*fc:5X'7^|&lWli»/-f-^ME 
MiSflfc • 3 %£SBSX h U 7A{C"C, 1 x lOi o £ -e 

tfT-y-j X35nmRlfl5nm<Vy ■i)VS>— (PLANOVA: 
[00 36] ( c ) ^X7WO^n&l>'i¥{Bf>& : VJg 

<mw 3.)vrv— v \,ziM<r>wmr- 1 x io l *>&m.<F> 
yAivxmm. *f-v~imxity j ji>?~iFmzwM 

1 . PBS (-) ?f^50Ac 1 . RZSO^^V^vhft 



t-Jfflv^tSff LfcGL 1 ~ 2 iWBTffl L/c . 

yyy-rtLx, ^jjvxmffiMcoESKfflmmtm 
mmmvtz (S2av3t=ts(ts r cj)„ 

[0037] ( d ) : ^-f^WWS-Ctt. WMfr 

t>ixwfemi&x\ ttz^-imx-itrntw-'i 

x 103 femitX-. ftfo&n&Mumtb htitz 
#SS : B2J2fflWC*JtvC#R«*l Xl0nfg{i#tl0"4: 
B&IE ) . 4 tirtrr^ X35 n m 7 - £ il L*:*t# 
*-S>iflrC<> 1 XlO*te^4T#JM«?)<g 

I/O jKTlMXlSnm^^/l^-ti&mt'te, 

Sft*$fLTV^it3&«5ligS*i/S (E13<OXL/-hC0& 

^) . 

[0038] (5) PCRtCtft^-f^DNAOttai 
(a) X^^/^-if^-f^XDNAOttaj**: ^-f;UX 

^-v-^aEa^^/^-raE dooju 1 ) t 

STEfSSiBE (900ju 1 ) £3n^., ?I^4rtT15000 

i*»i=0.5%SDS-STE««i«<100/i 1), 10m g/ 
m 1 wrDf-ft- b'K 2.5/x 1 £MZ-X Lfz. 55 

°ctT 5^iaart«tLfc«, MiatT25^raftaL^. 

[0039] 7i/-;k ^oo*;UA: -f VTS^UT 
(25 : 24 : 1 ) 100// 1 £flD;t, 4°CtT15000 
rpm, lOttmm'kttffiZft^fzm. ^ilt20mg/m 
l^'jn-yyl/zl, 3Mg£BH-bU<7A100// 
1 , zz+iVTiVi—iVZtov 1 fcaSSnLfc. -80°Ct"C3 
03Ma»BLfca. 4°CtT15000r P m s 5»t* 

m*ft->tz. fmmz8o%i,zjL^Tj^-)vioooM 1 

SrgsiDLT, St4°CtT15000r pm, lMHStoaftfr 
^-^^DNAffltU^fcL/:. 

[0040] (b) X^^Vl/^'^-f/^DNA^lJti^- 
V'f/UXDNAW^ajfi, Nested- PCRCtff 7 
^l^PCRRJ5?§?g (20// 1 ) [lOxRjEJgtRS 

(2.0// 1 ) . 25mMt&lt'?7'*isiJJ±mffi. (1.2// 

1 ) „ l.OmM dNTPsfi^ft (2.0// 1 ) . ^7-> 
/UDNAX^3ix5— tf ( 1 U/u 1 ) (0.5/z 1 ) , 
0.2juM PB-1 (1.0// 1 ) . 0.2// M PB-2 (1.0// 1 ) , 
Taq DNAd?y*7~te* (0.5UX// 1 ) (1.0// 1 ) . 
X^V^Uil^^/UXDNAtttti^ (2.0// 1 ) . SDD 
W (9.3// 1 ) ] £tlSU mi^PCR^tfo^. © 
iDfc, 3TC, 15#|S1077^yUDNAXA'3i^--fc' 

(UDG) «l31*fTV\ 94'CtT4^-^^litJ: 0UDG£ 

«j«RjctLT94x:i4Ha. 55°c 

2 ^fg|^ ^ ;U«r35IUIi "3 aE L . ac(clB 1 <K P C R 
MiRjSr^SDNAtLT, ^2»:PCRIM (20// 
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i ) LioxKzmmm (2.0*1 1 ) . 25m m^v/* 

5"7Ai8» (1.2ju I ) , l.OmM dNTPs?!-^ 
(2.0/1 1 ) . 20 /iM PB-3 (1.0/x 1 ) „ 20/xM PB-4 
(1.0// 1 ) . Taq DNAdfJ^7~fe' (0.5U//1 1 ) 
(l.Oju 1 ) „ ^l^PCRli (2.0/1 1 ) . SDDW 
(9.8/1 1 ) ] £t«U ^2»PCR^t. tifS 

KPC RfflW^ 4 V- fc L TPB-1 ( ia?ijaoK?iJ## 
1 ) , PB-2 (ffi?iJ^ie^J#-^2) ®2«PCRffl 
LTPB-3 (IEM^<50E^iJ#-f-3 ) . PB-4 

(mmnmm^4) tmtti. pcrmi 3. 
C0041] (c ) ssjh: pcRtissiajwiea, 



-f yl'XWWS'Clil xiO'ffiKftRi-C (H4 ) , f-v- 
s^STtel X10 B #S?*T' (05) , #T*MX35nm 
<07 xWfS^iT- (H6 ) . 

*il?tlO 4 fVX D N A#8Mi $ *l/cfr\ Z tilztf L . 

^mthtr;^ juxDNAimtHi^ti^^tz (n 

7) . 

[0042] H A x CPE&tfPCR£>S*£oS, *> 
[0043] 

imi ] 





H A 


CPE 


P C R 




1 X 1 0 4 


1 X 1 0 3 


1 X 1 0 7 




1 X 1 0 3 


1 X 1 0 3 


1 X 1 0 8 




1 X 1 0 3 


1 X 1 0 3 


1 X 1 0 5 


1b n m w 7 4 # —l&W. 






1 X 1 0 3 



[0044] ( 6 ) &mwnMV>7 < 7u*?<}-yftM 

( a ) ffii ( 1 ) 
JflU&^^^W^lOg^ 5i§& ( V/W) 
y^-MJ^A?& ( l%x^y-;u. 3W£/m l ^y\° 
U y-t h U *7A) -r»»L, XS«ri*R»fc L/C. ^ 
jSf«te*>-f^»*l/10 (V/W) JtififlnLfc. & 

f«t= 1 /10 (V/V) fiSrMLT. pH6.0^.2C1 
tFllfflKLfc. ^5-Ccoffi^a^T30^P H m?fSL. ifcfc 

BJRLfctWftfcSffiHI (V/W) WlOmMUVlWS-0. 
12M NaC l«fflf?« (PH7.4) SSDi.T»KLfe. 55 
*c. ^lf$/y£fitti8S#2Mfc&*J:3fc8&aiiLTP 

H7.o-7.4t:MLfe. 3oa>iaafflifc:r»iB». s&&# 

L/c. 

[00453 ( b ) Xg ( 2 ) 

^^iV^mmiM ( i ) ^tn^tiic. 

1/10 (v/v) aaarais^L, xniirK 

flfflEfcLfc. C6Df(Mf4?S{^ TNBP. Tween80*-efl-f 
*lfb&iffi£#0.3% (V/V) . 1.0% (V/V) t% 
hXo taaw L . 25°CKT 6 ^^ahJS#«fif L . Ztl 

ziMmcommt l*c. 

[0046] (c)II(3) 



vjfrxmmmxm ( i ) <?>%&X'%t>titzm^ 
*74)i>xm* i /io ( v/v ) mmm&LxiMmm 
mmtLti. mimm*. iomM'jygg^-o.i2M n 

aC 1 mmm ( PH7.4) WffcS -frfc-tf ? f- 

^£-hfr«^sSEL/c. &vvc»aj«w« (o.im* 

Bt^HJ^A-lMIMk-J-hy^A (pH5.0) ) t«fc 
0. «fU^7< 7*o*7-?-^£jSSf}£-ti:TXg» 
«KSfc L/c» 

[0047] (d)Ig(4) 

*74 juxmmmcDTM ( 1 ) - < 3 > x-n&ztuzy 4 

/n^^fyjMJ, 5mM»jyWIS-lmM 
EDTA • 2Na ( P H7.4) TH-#53*fLTtl«»0£ 
81 L. ISIKflfiBrf 7 -f 7*n*?i?->« ( 1 mg/m 

l ) £PS8Ljc. icoigjilfci^/i^ftfcl/io (v/ 
V) JHfiJnLTXSiWSWWi: Ufc. XSHfeWNK (20 
m 1 ) £U>\<ZM&7 4)\s?— (15nm. 0.001m 2 ) 

[00483 ( e ) wmmm&mzwmm&mcov 

A ^X5£StS* ( n = 3 ) 

( i ) m$&*J4)VZ.ft*7isUn$i*74)VZ. ( VSV) <7) 
*§£\ tfOT^I 2 K5rf i d JLU2 , 3 , 4 O^flsT 
>l.lxlO»5^|Sf^s££^Uc. 

[004 9] 

[^2] 



!(7) 000-351799 (P2000-35 1 799A) 







mm 




16 1 




l.OX 10 6 


1 X10 1 






1. OX 10 s 




16 2 




4. 8X 10° 


> 1. dX 10 6 






3. 3X10 




18 3 




5. 5X 10 s 


i. /xio 4 






3. 0X10 




16 4 




4. 2x 10* 


>4.2X10 8 






< 1 





[0 0 50] (n) «anp>-f;kxa*fc vam^>v^*? [oosi] 
4tV* (HSV) com&. <Z<om3l,zfjk-tJ:ol,z^ TM [£3] 
2. 3. 4^<rC>4.7XlO>iWl»*S6*^L/S. 







mm 




16 l 












2. 5X 10 4 




16 2 


mmm 


2.4X10 4 


> 1.8X10' 






< 1.3X10* 




JC6 3 




3. 4X10 4 


>2.6X10 3 




toil 


< 1.3X10* 




18 4 




1. 3X 10° 


> 1. OX 10 s 






< 1. 3X10 





[00 52] (iii) M^/I^^U^-OI^^ [00 53] 

xiootfDHi*JWstwLfc. 



!(8) 000-351799 (P2000-351799A) 







^§1 


(feJttfr/feM) 


IS 1 


feafr 


- 




felt 


6.0X10 3 


16 2 


feJM 


1.0X10 3 


1. 6 


feat 


6.0X10 4 


IS 3 




2.2X10 5 


>5. 0X10 2 


felt 


3.9X 10 z 


IS 4 


feat* 


2. 3X 10 6 


>2. 3X 10 a 




< 1 


(iv) mUrtJ )l>XWt*)\,#*74 )VX<r>%> [0055] 
■tXolZ. X^4C7)^T>1. OX 103(0^* [*5] 






mm 


(feJtl!tl/feg&) 


IS 4 


feli 


1. OX 10 3 


>1.0X10 3 




< 1 



[00 5 6 3 ( 7 ) mz£&7 <7n*7J-y®l&m 

?-X'iFi&LX. iFM*%b'<vy AfuWf-ymm: 
W&LXyjTn*?* y \sWmz#tbt: . 
[0057)7^ :To*?f->fc8j»S-£4Jg«fc L"C 

• 5mMU>B«aiia«[ (PH7.4) (IfU) 

• 1% Tween80^^5mM'Jyl?tgfgM ( P H7.4) 

mmmu) 

■ ImM EDTAt^5mM'jy»I« ( P H7. 

4) mmmui) 

[0058] mm^coy < 7u*7*ymmi*. 
wm (En) 13. owmtz. 

[0059] (a) y 4 yu*91-y\&m.lmg/m l 

±feo#M£l50m l t:7 * 7n*?l-yZl50mg£ 
lmg/m\<7)y j7n*7J-ymm.&m 
m l SriWlKLfc. ^fL4>^7 ^o^^fyS^s flQ 
E^rSrffl^Tff^0.5kg/cm*JaT<OE*-C. -t 
tl?i\XT*T4 X\5nm<r>7 < }V?- (0.01m*, PLANO 



[0060] IS*£l28fc:jjrf . 7 4 7n*7 J f->ffiK. 

i50m i ^7^;u^-K:aaa$-frTf§^itfcris ( r *D 
i srffl i y < 7u* ? + ymmx-itmox . ixs^i i 

Srfflv^7 4 7-n^^^>^-C'(i^60%. HffiSIII 
*fflV*7-f7'D*^f y^T1i^50%T'S> o ( H 
8tfO^Effl!l<7)3*<5Db^h^5A#H§) . 

[006 1 ] m±tzft&-t&b%tt>ti*iy <7u*? 

as»u rnxfoimm^nyj zrv*7 *y&zwfeL 
fc. *nm$&7 j^^-^^xn^fitzy < 

mfr^ti (H8£7)4»^3*Ot^h^7A#Bi) , %j 

z-sm-zt. tmmui (*i/-mc»4edta 

^OffiffiWSIfffffi) -C'«(3(ifl00%cO7 4 7*n*? 

**^) xii^6o%, mmu (m*y$m&m\x' 

**Tween80**^r) -Ct>*<j80%O7 4 7*n*?fy t 



!( 9) 000-351799 (P2000-351799A) 



$88) . IWJ:^:, «MRKIII«r^v^fc*<4. 7^ 
?*a*9+>&m#&< 7 4 ^-iM^Xl±7 -f tV9 
—frh 0 JJXT'S /£ liZtt L > Jg®$t I T'fi^40%O7 -f 
7*n*?f->'#jfcjb*u ««»Hl-ekift20%<Q7 4 7n 

t nzcox o *immm:ttmmim±x** & z 1 *> 

**LT^«. K>RPJIIS:ffllr^fcSti. 7 4 7 

y 4/\s?-n®3j[iiiimwL*<D®wmim<. 7< 

s. 

[0062: (b)7^a^fyM5mg/ml 

7 4?p*71-ymm$:m^X7 4 7'n*?1->cr>$ s i& 
SWfcltttLfc. KJBfcLT, ±iSKaf»IiaVlllS: 
<£*l<?-'ft30m l/8tvt#150mgc97 ^/□*?f^ 
.Ifcfc: J: 0. 5mg/ml«ifiK«3W7 
^□^?fyM#30m 1 SrSHHLfc. ^fi^?>7 -r 

Srffl^rff^0.5k g/ /cTri2<OWT^JE^r, 
*KTlMXl5nm<07.f/l'*- (0.01m 2 . PLANOVA : jfi 

is] tiMRK-c*? ^ ^-^iswrisift^urff 
Jtftfa+tcnuRsnfe^^ro^f-yfi&ai^L. ffi 

too63] *<ntm. 7 < 7-a^^ymm^mz7 

ffim\ux'*ti?timo%%.m5%iz±±itz (H9<d 
<)i>?-v>&nmrm<z£*)£&e>7 < /n+^f^ 

EUK$ft (H9^>f*co2*<7)txb^7A$:#H§) . 
^tnJiSiMi*^ ^ ya^f-yi^ >r/^^'-OJ£?J 
r^0ifc^&4•^c[I!JR£^L*:7 4 7a*7-f-y&t£'&m- 
h b , iHHBfiSIiatf II IT*&fc^5%tf)II]JK#4§£>i'ufc 
(H9^II^)2 2|s:OtXh^^A^#Bl) . ^LiOilSm 
J4. ?§M4 J i07 4 /D^^fy^M^Snig/m 1 t 

^ 7n*?f->-c07 4/U*-ilj§j^L<flrprS£fc 
Sr^L-CV^. 7-f;U^-«aarifllJJl6»CJ:-9T 

tt5%<0S**«fcfcfc£fcJ±, 7 4 7nWJ-ym&<7) 

±&bmz7 < >v9-^<7)®m%b^eitiwittmm 



JffifU£c07^7 , n*?^->'£,}:oT7 

s. 

[0064] (c) 7 4/U?-m^lilLt:i$0 7 4 7*V 

*?1-yipmcomt 

mmmwRwmmmiu^m^x. im S / m \<vm. 

c?)7 ^ 7n*?f->ig$£#l50m l mMLtz. Zi\t> 
<V®m&. JPE^y7-5:ffl^T0.5kg/cm2jaT^ 
TX'ZtlZ'tltfT-yJ Xl5nm<7)7 4 >U?- (0.01 
m 2. PLANOVA : M^Lfiit ) TiPjflL. »Ut#7-f;^- 

t*fL<pn<offlafia50m i *miimiizm&z-£6CLt 

lz£V7 < f\s7-*m^liiLXmmZ\ElMLfz. if-mr 

i>*7 a )v*-mm&v>7 < ?u*-7+ym&*ti?tm 
jeu 7 ^^n^ i-y^wsmin^fi.. 
C0065] wm<niwm^<r>7 a 7n*7+yii* mm 
mi i ^fflv ^ i>(DX'imGo%. mrnmi 1 1 £fflv ^ t 

T'{i*%5%TS)o^ (HI QC0lEM<D2*C0tXh77 

7 ^ 7a^^f->^®J|]Z$ii7t: ( HI 0 2j£<7) 

^f-ycOHUK^ti. ^U-hffJ*^TW«««lllSrffl^ 

fc7 47l^-£iILfc7 4 7'u*?1-ycD3:facD\2}W.m 
(is ^#?gIII^fflv^^<7)T'^90%H^L^^\ -Til 
L#BSJS1©W*^ro»aSfBEl I T'{i^co@UX$ii^ 
75%t3±iofe (HI 0cO^tH<7)22lscOh>?. h^^A^ 

#bs) . *is-hmz&3rt-&mffi&Z7 

4 7-u*9 +v<nmi9L b L . Jt»W^Jt^«HWRt i s 

7^/^-<7>«tv^aiLx^S:#y>s<rfc'r\ ^'w^ 

7n^^^-yS: HURT'S 4i fc S-^LTV^ . 
[0066] lmg/mlOT^7o^?fy?: 
ImM EDTAZ-£tt5mMVymtmi.ffimtzmMZ 
•&z3Qm I CDWm*. -SMB. (0.2ml/*) St/- 
SffTJ (0.5kg/cm2) COtfcT-PLANOVA (15nm : 

o.ooim*) izmffiLxiF&L. x^xummom 1 *r 
— ®s§rcfrofc*-*«. ^U7-f7*o^f 

^<7>I3IJR**«lft^W*»-9«: (ill). 
[0067] ( d ) *&JtC<7>7 rn^^f^iijp 

X^r-^r -y7-L^^IHJR^^ItrsaWC'. 7 
^/D^fy6gJ. lmMWEDTAit^'pH 

7. 4<n5 mMvymtmwm6uzmMz-£&z blZ 

X 0i8JSl m g/m 1 cr>7 4 7*o*^f-^»«E*iliKL 
fc. >lcOfg?S^. -S<7)S!3I (20m "C, ^T"9" 

■i X15 n m CO^H^ I m^7 4 - ( PLANOVA : Jfl-fk 
J&XM) T«t, iPffi(^7^ yo^^f>'i^ 
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[00 68] (8) 7 4zru*7^v<nmmctfW®i 
mm® uizm^xFm-t& m&> y^u^^v\z 
BHK«jE««rfiEis!L 

[0069] (a) 7^;^-ii3§mrf^fcftS7 4 7 

m : ^HP+fc^ffi-*-* S - Sfe&£M$rt-&fzisbtfm7C 
fttirTlZ. tfTW Xl5nmCD7 < JU?-l££&Fffim 
SW)* -Hl*-*l0.25jug, 0.5jug, 1.0jugJStt«.0jn 
g07^D^f^, «aCJ:»)SDS-^J7^ 

[0070] (b) 7 4>i>?-wmmz&n&~7 4? 

L, ftWCPBS-Cife^Lfc. Z. tllZSfSLffiTFiS R P M I 
momm^CDBHKMMZ— S£3& ( 1 Xl^H/SO// 1 

/^xyu) mmttz. yis-h*. 3Tcnzx9ms. an 

/U£J8«F L fctt, 7-1 — r- & P B ST' 2 HSfcfr L 
()!^T-a-N7/H/»y K (NR) ifffclOOju 1 £ 
#^x;H=JPi.T. 3TCt-C 1 B#ia. MLt5%CO 
z^ffl^TtC^y^j-^-hLTt. rU-HSrPBS-C 

mm-rhtmbiz. mmmttxo. osmvym-^m 

/U) , SffllcrlME'f^a^-Mfcft, 546 nraC 
■Ox;KD«3tK*SI€L^. HI 

[00 7 1 ] < c ) 7 -f ^-Mj&Bif&Kisft* 7 -f 7 
Sequence Listing 
<110> JCR Pharmaceuticals Co., Ltd. 
<120> Method for Producing Fibronecti 
<130> P63-99 
<160> 4 
<210> 1 
<211> 20 
<212> DNA 

<213> porcine parvovirus 
<400> 1 

gatgctaacg catggggagt 
<210> 2 
<211> 20 
<212> DNA 

<213> porcine parvovirus 



ftt<DRm& : 15nm<07 4 )V? -!,z£h)Fj®iffi&<n& 
\W£.<7)7 4 + ? xiy'U- h 

CIBflHfcLfctt. #»7x;W^<7)t5lt h7 4 7u*9* 
y*zJ7u—r>vmk (£S£) 0.2/zg/100/i 1/^ 

x/i^jn^-c— 5S#[^ y=5f xK- h Lfc. 

■tS3 5-y>-*S^BfiL (FNC4-4) 

• mmamm. ( f nc i 2 - 8 > 

• st:n*7 < 7'j ye^aufi ( f n c 9 - 1 ) 

• mcjfc^vj y&&&& ( F N c 3 - 8 ) 

idic, ff»3awt»a-c. cix^fitflct 7^7*0*^^ 

[0072] -rfi^cOfeB**^ £F$#7 -f /n^^f 
[0073] 

TIM X18 n m*««7 4 ^-fciffi&S-frTS'iSiSli 
7 ^ 7o^^f ySIICILt^Sw^^o 

*ymi<v3c£&&fmmzm*b. muz?*?**? 
j-ymmmmz-timiz-tz . 

[0074] 

[ffi^a] 
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<400> 1 

tgtccagtgt atgttggtgg 
<210> 3 
<211> 20 
<212> DNA 

<213> porcine parvovirus 
<400> 1 

ccagcggact ggcagttaat 



<210> 4 
<211> 20 
<212> DNA 

<213> porcine parvovirus 
<400> 1 

gtttcacttc taggtgctgc 
[013 y^M^^;R»ESK««f 

it. 

[[212] -ffJVVXVJ^XlZkh^^ v hftMM 
[03 3 #71M Xl5n m&t>'35n mCD? < )V9 -w 

[05 3 ^^- : Jmi>Z^UXcr)PCRKm^. 
[06] KT-VJXSbnmCD? OVf-^mz^^X 

[07] tKTIt -fXl5nm CD ? -f^^-jPfcOUT 
C0PCRRC^-m. 

[08] mg/m I CD? J 7v*7^->®mcD 



20 

[09] M5mg/m 1 <7)7 4 + VWm<r> 

[010] Mlmg/m 1 CD? J7n*?l-ymm. 

cDwi&mwmiz^ \/ ^x comt^ . 
[nn] mmimconmzxh? ^u^^ym 
w.mz^xcDmm&. 

[0i2] n<mmztewh? ^u^i^ycDK 
=f&^uz^ ^x cDmm%. 

[HI 33 v 3 &nmmiztitf&? <?-u*7^y(Dm 

Mmm&cD^uz^xcDtmtem* 

[014 3 tF&cDmmztolfZ?^**?^^** 



[013 [0133 




(a) #!3&ESK*ffl;fe Cb) tjAxm&Esm®. 



(&2>)00-351799 (P2000- 



35 1 799A) 



[02] 




mm®. 
L_ 

r 

L 



c 1 0P 1Q 1 1(f 1Q 3 irf 1(E 1(f 10 7 1(f 1Q 9 IP 10 



0© 

o© 
o© 
oo 

o© 
o© 
o© 
oo 



©© 
©© 
©© 
oo 

©© 
©© 

0© 

oo 



©o © 
©© © 
©o © 
oo o 

©© © 

OO © 

©o © 
oo o 



o © 
o © 
o © 
o o 

o © 
o © 
o o 
o o 



©o© 
©©© 
©©© 
ooo 

©©© 

©©© 
©©© 
ooo 



[08] [H9] 




(a 3) 100-351799 ( P2 0 0 0-3 5 1 7 9 9A) 




225bp 




Nested-i'CRlCck-S^-Y^^DNAtD^iii 



PLANOVA 15 

l(15nm) 



PLANOVA 35 

l(35nm) 

] I 



O0O 

Hogo 
© © © 
© © © 

© © © 
© © © 
© © © 
© © © 



©©© 
© © © 

© 0© 

© ©© 

©0© 
©0© 
©©O 
©©© 



lane 
lane 
lane 
lane 
lano 
lane 
lane 
lane 
lane 
lano 
lane iO 
lane 1 1 



4> X1 74/Hinc II 
•WJUXDNAfciiJiS 

DNAttffijR 

^-OU^DNAteffiift 
■>-<JU*DNAtetfi}$ 



(IdftftlRjft) 
(102«*«jR)- 

(103 
(104 

(105 fg^lRjg) 
(106 ««IRjS) 
(107fg*jRjR) 
(108flS#3Rj8E) 
(108m*IH>ft ) 



[HI 03 
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[H5] 

Ml 2 3 4 5 6 7 89 10 11 
^^^^^^^^jjj^^j ^ 225bP 

Nested-PCR (C «*: * -5 ^U^ONAO^iii 

lane M : <f> X 174/Hinc II 

lane 1 : OH JU*DNAfctlS;« (JJ5& ) 

lane 2 : 0 H iVxnw$b#M (10i«ft|Rj«) 

lane 3 : O-f ;U*DNA«jaj;« (102 *g*&**i8) 

lane 4 : ^-<>lU^DNAttai;« (103 

lane 5 : OH JU*DNA&iU« (1CH fg#IR>£) 

lane 6 : 0 H J\s7>0NA&ihm (105 fg#&3fl;6) 

lane 7 : ^-f^DNAttiiiifc (108 *g^lR&) 

lane 8 : OH JU^.DNAj4i±J}S (1 0? ) 

lane 9 : $*;k*DNAttitii6 (1 08 f&#3R;£ ) 

lane 1 0 : OH ^DNAttfhjS (1 09 ) 

lane 1 1 : ^JU^DNAftaJiS (1 010 {g#;ft?S ) 
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[H6] 

Ml 23456789 10 11 

<-225bp 

Nested-i'CR |C<fc -5 0 4 DNACD&Jii 
(PLANOVA 35 m) 

lane M : <f> X1 /4/Hinc II 

lane 1 : 04 JU*ONAfttiS;« (l^jft ) 

lane 2 : 04 AXUNA&ftm (1 Oif^JSRjfc) 

lane 3 : 04 ;U*U>NAfttiJ?fc (1 02 fg^lRjfc) 

lane 4 : JU^DNAj4Ui« (10 3 

lane 5 : S-Ol^DNAtetfiifc (1 O 4 

lane 6 : 04 ;U*»NA$aai>« (105<g#3R>£) 

lane 7 : 9>T JU*0NAf6Hi& (10© fig^lKfli) 

lane 8 : C-r^^ONA^aijg (1 07 ) 

lane 9 : 04 jUaONAJtitWS (108 fg^jft ) 

lane 10 : r>-f ;U^ONA»m» (1 09 fg^jg ) 

lane 11 : JUXONAfffetH-fc (1 Qio fg^SRjfc ) 



<3L 6) (00-35 1 799 (P20 0 0-35 1 799A) 




• 225bp 



Nested-PCR lc<i; -5 0 4 JUXDNAO&tii 
(PLANOVA1 5 m) 

lane M : <t X174/Hinc II 

lane 1 : £-OU;*DNA«iiiJjR (ELM ) 

lane 2 : JU*DNAtetfJj$ (1 OifiSftffijfc) 

lane 3 : 4 JUXDNAtoftm. (102 fift&ft) 

lane 4 : ->-f ;U^DNAtttH;« (103 ftftjRjff) 

lane 5 : 0*4 JU^.DNAJ4ttljft (10* fg^Sijfc) 

lane 6 : ->-f jUXDNAttiiJjft (1 05 ) 

lane 7 : «^-f JU^DNAttajjR (1 06 

lane 8 : ^-Ol^lDNAtttiljft (107<g*|Rjg) 

lane 9 : *-OU*DNAtttti« (108 tefc^jS ) 

lane iO : JU*DNAttm» (109 ) 

lane 11 : O 4 JlsXDNAM&m (1 do feftffift ) 



(a 7) ) 0 0-3 5 1 799 (P2000-35 1 799A) 



[HI 2] 

a b c d 

M 1 2 M 1 2 M 1 2 M 1 2 




Lane M:^fi^— * — 

Lane 1 : atiiijiT 

Lane 2 : igig& 

a : FN 0.25^ 

b : FN 0. 5us 

c : FN 1.0;ig 

d : FN 2. Que 
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[014] 




5 10 
FN ((ig/rnl) 



